Mass-spectrometry-based proteomics has evolved as the preferred method for the analysis of complex proteomes. Undoubtedly recent advances in mass spectrometry instrumentation have greatly enhanced proteomic analysis. A popular instrument platform in proteomics research is the LTQ-Orbitrap mass analyzer. In this tutorial we discuss the significance of evaluating and optimizing mass spectrometric settings on the LTQ-Orbitrap during CID data-dependent acquisition (DDA) mode to improve protein and peptide identification rates. We focus on those MS and MS/MS parameters, which have been systematically examined and evaluated by several researchers and are commonly used during DDA. More specifically we discuss the effect of mass resolving power, preview mode for FTMS scan, monoisotopic precursor selection, signal threshold for triggering MS/MS events, number of microscans per MS/MS scan, number of MS/ MS events, automatic gain control target value (ion population) for MS and MS/MS, maximum ion injection time for MS/MS, rapid and normal scan rate and prediction of ion injection time. We, furthermore, present data from the latest generation LTQ-Orbitrap system, the Orbitrap Elite, along with recommended MS and MS/MS parameters. The Orbitrap Elite outperforms the Orbitrap Classic in terms of scan speed, sensitivity, dynamic range, resolving power and resulting in higher identification rates. Several of the optimized MS parameters determined on the LTQOrbitrap Classic and XL were easily transferable to the Orbitrap Elite, whereas others needed to be reevaluated. Finally, the Q Exactive and HCD are briefly discussed, as well as, sample preparation, LC-optimization and bioinformatics analysis. We hope this tutorial will serve as guidance for researchers new to the field of proteomics and assist in achieving optimal results.
INTRODUCTION
In recent years, mass spectrometry (MS) has emerged as a powerful technique to identify, characterize and quantify proteins in complex biological samples. Shotgun approaches, in which digested protein samples are analyzed by liquid chromatography-tandem mass spectrometry (LC-MS/MS) in a data-dependent acquisition (DDA) 1 mode, are most commonly used in proteomics analyses.
Developments and improvements in MS instrumentation have played a key role and facilitated mass spectrometry-based proteomics. Particularly, hybrid LTQ-Orbitrap 2,3 mass spectrometers provide a powerful instrument platform for protein analysis and are increasingly used in proteomics research. In the hybrid configuration the linear trap quadrupole (LTQ, known as linear ion trap) is used as the front end for ion trapping, ion selection, fragmentation reactions and low resolution ion detection, whereas the Orbitrap is used for high resolution, high mass accuracy ion detection. The Orbitrap mass analyzer uses electrostatic fields to trap and analyze ions and consists of one central spindle and one outer barrel-like electrode. [4] [5] [6] Ions injected into the Orbitrap are electrostatically trapped while rotating and oscillating along the central electrode. Oscillating ions induce an image current signal on the outer electrodes. Image current signals are converted into frequencies by Fourier transformation. The frequencies, which are characteristic of each ion m/z value, are finally converted into a mass spectrum. [4] [5] [6] These hybrid instruments combine the sensitivity and speed of the LTQ with the high mass accuracy and high resolution of Orbitrap 2,3,6-8 mass analyzers. In addition, they can operate in two different detection modes. In the first mode, the Orbitrap mass analyzer acquires the full MS spectra and the LTQ the MS/MS fragment ion spectra, also called the FT-IT mode. In the alternative mode, both the MS and MS/MS scans are analyzed in the Orbitrap detector. This mode is referred to FT-FT. Several generations of Orbitrap mass spectrometers are currently available encompassing the Classic, XL, Discovery, Velos, Velos Pro and Elite with the later generations offering also HCD (high energy collision induced dissociation). For shotgun proteomics experiments the FT-IT mode is the most widely employed. It should be noted though that the improved HCD capabilities of the latest generation of hybrid instruments might very well change this in the future.
LTQ-Orbitrap mass analyzers have enabled the analysis of thousands of proteins providing insights beyond what is currently achievable with classical biological techniques.
Consequently, mass spectrometry-based proteomics has attracted considerable interest in the biological community. In fact, an increasing number of researchers, who may not necessarily be primarily interested in mass spectrometry, move into the field because they realize that mass spectrometry-based proteomics will allow them to gain a greater understanding of biological systems and cellular processes.
However, proteome analysis by LC-MS/MS can be challenging as it requires a basic understanding and experience in mass spectrometry. In fact, familiarity with the entire proteomics pipeline, including sample preparation, LC-MS/MS, and bioinformatics analysis, is essential to achieve optimal results. Therefore, optimization of proteomics experiments can be particularly demanding for proteomics researchers with limited experience in these technologies.
In addition, when reviewing the proteomics literature it becomes apparent that the MS parameters selected for global proteomics experiments can vary widely within the same and between instrument platforms. Moreover, in a large number of publications, important information about the MS methodology is not included. The heterogeneity and sometimes even lack of instrument settings' description make it even harder for proteomics researchers to decide, which parameter to choose for their analyses.
These challenges have motivated several research groups to evaluate LC and MS settings during DDA mode in order to examine their significance in the experimental outcome and optimize instrument performance for a successful analysis. For LC optimization, reports have focused on the effect of the sample loading amount, 9,10 sample loading conditions, 11 flow rate, elution gradient range and length. 10 In terms of MS parameters the effect of dynamic exclusion, 12, 13 signal thresholds setting to trigger an MS/MS event, 14 mass resolving power, 15 ion injection time, 13 number of MS/MS, 13 monoisotopic precursor selection, 13 preview mode for FTMS scan, 16 normalized collision energy, 13 AGC target value (ion population) for MS and MS/MS scans, 16 and number of microscans, 16 have been evaluated and discussed, aiming to examine the significance and effect of instrument settings on identification rates. These reports revealed that LC and MS settings influence identification rates and improved results can be obtained by optimizing instrument performance.
In this tutorial we focus on the optimization of MS parameters on the widely used LTQOrbitrap mass spectrometer for improved proteome coverage using CID as the fragmentation technique. In addition recommended MS and MS/MS settings for the Q Exactive are presented. Sample preparation, LC-performance and bioinformatics analysis are also discussed. It should be noted that instrument settings may not necessarily translate across different instrument platforms or different fragmentation techniques (i.e. ETD).
DATA-DEPENDENT ACQUISITION (DDA) SETTINGS
The DDA mode, in which the most intense peptide ions from a full MS scan are selected for fragmentation, is by far the most widely used approach in shotgun proteomics experiments. A DDA experiment consists of several MS and MS/MS parameters for which their values need to be defined by the user. These include, but are not limited to, mass resolution, monoisotopic precursor selection, preview mode for FTMS master scan, ion population (AGC target value), and maximum ion injection time for the full MS scan. MS/MS parameters include dynamic exclusion, minimal signal threshold, number of microscans per MS/MS scan, number of MS/MS events, AGC target value and maximum ion injection time for MS/MS. Even though it is advantageous to have the flexibility of deciding which of these parameters will be used and which values will be selected, at the same time, the various parameters and the wide range of values that these parameters can obtain, complicate the design of a DDA experiment. In the following sections we discuss in detail the significance of several MS and MS/MS parameters and their effect on protein and peptide identification rates. MS and MS/MS parameters discussed herein are summarized in Table 1 and suggested optimized values determined for the Orbitrap Classic and XL are shown in Figure 1 . Unless otherwise noted, results presented in the following sections were obtained using an unfractionated tryptic digest of S. cerevisiae as the model system.
Mass Resolving Power
When the MS or MS/MS scans are detected in the Orbitrap mass analyzer, the mass resolving power to be used during the scan event needs to be defined by the user. Usually in shotgun proteomics experiments only the full MS scan is analyzed in the Orbitrap, whereas the MS/MS scans are performed and analyzed in the linear ion trap. The resolving power of the Orbitrap mass analyzer diminishes as the square root of the m/z ratio 2, 5 and during DDA mode the selected setting is specified at 400 m/z. Consequently, the resolving power is not steady across the m/z scan range and ions at higher m/z ratios are measured with lower resolution as shown in Figure 2 .
Acquiring data at higher resolving power results in better mass accuracy, 4 but the scan duration increases with increasing resolving power. Pandey and coworkers examined the effect of different mass resolving power settings on identification rates using the Escherichia coli proteome and a standard 48 protein mixture on an LTQ-Orbitrap XL. 15 Both the FT-FT detection mode (MS and MS/MS scans were analyzed in the Orbitrap) and the FT-IT mode (MS scan was analyzed in the Orbitrap and MS/MS scans in the ion trap) were assessed. Due to the longer scan cycle observed when employing the FT-FT method, a lower number of MS/MS scans was obtained resulting in a significantly lower number of peptide spectrum matches compared with the FT-IT method. Furthermore, the FT-IT experiments resulted in a higher number of unique peptides and proteins. With the FT-IT method the number of identifications was maximized at 30,000 resolving power, followed closely by 60,000 resolving power. The authors concluded that for shotgun proteomics experiments the FT-IT method at a mass resolving power of 30,000 could maximize identification rates. In applications in which high mass accuracy was essential the FT-FT method at a mass resolving power of 15,000 (for both the MS and MS/MS scans) provided the best comprise between speed, accuracy and identification rates. 15 
Preview Mode for FTMS Master Scan
The preview mode for FTMS master scan is another parameter used during DDA for triggering MS/MS events. When the preview mode is enabled, a preview scan in the FTOrbitrap analyzer is performed at lower resolution and precursor ions subjected to MS/MS are selected based on the preview scan. A high resolution MS spectrum and MS/MS scans are then acquired in parallel. With the preview mode disabled, the high resolution MS scan is performed first, followed by the MS/MS scans. In the latter setting a slightly longer cycle time is required. We have recently examined the effect of enabling and disabling the preview mode for FTMS scan on protein and peptide identification rates using the S. cerevisiae proteome as a model system. 16 Due to the faster duty cycle a higher number of acquired and identified MS/MS spectra were observed by enabling the preview mode scan. Despite the higher number of acquired and identified MS/MS spectra, comparable results in terms of identification rates were obtained regardless of whether this option was enabled or not. Therefore, we can conclude that the preview mode for FTMS scan has no significant effect on identification rates, but it allows for a faster duty cycle. 16 
Monoisotopic precursor selection
During DDA mode, monoisotopic precursor selection can be enabled or disabled. By enabling this option, only the monoisotopic peak of the overall isotopic distribution will be selected for fragmentation. By disabling this option every isotopic peak in the full MS scan becomes accessible to fragmentation. The influence of monoisotopic precursor selection on proteome coverage was evaluated by Muddiman and coworkers 13 using the design of experiments 17 approach. A tryptic digest of S. cerevisiae was used as the model system. The authors showed that monoisotopic precursor selection significantly influences proteome coverage and that enabling this option results in an increase in proteome coverage. In addition to the monoisotopic precursor selection, they determined that the maximum ion injection time and the number of MS/MS events also affect identification rates. 13 These two parameters are discussed in more detail in the following sections.
Minimum Signal Threshold
This setting refers to the minimum ion abundance (intensity) required for a precursor ion in the full MS scan to be automatically selected for fragmentation during DDA mode. Increasing the signal threshold will result in lower number of acquired MS/MS spectra but the overall quality of the MS/MS spectra will increase. Decreasing the level of the signal threshold will result in a large number of MS/MS events, but the quality of the MS/MS spectra arising from low intensity ions may be insufficient for identification or the MS/MS spectra may be derived from chemical noise.
The effect of signal threshold level from 1 × 10 1 to 1 × 10 7 intensity units on peptide and protein identifications was investigated by Yates and coworkers, using unfractionated yeast peptide mixture, to determine the optimal value for maximizing identification rates. 14 For signal thresholds at and below the noise level of the mass analyzers comparable results were obtained for the number of acquired MS/MS spectra and identified peptides and proteins. Therefore, the authors concluded that the optimal threshold setting is around the noise level of the mass analyzer. When the MS scan is performed in the LTQ they suggested a threshold setting of ca. 1 × 10 4 intensity units and when the MS scan is acquired in the Orbitrap a value of ca. 1 × 10 5 intensity units was proposed. 14 
Number of Microscans per MS/MS scan
The number of average microscans to produce one MS/MS scan is another variable during DDA. Increasing the number of microscans improves the signal to noise ratio but also increases the scan cycle time resulting in the collection of less MS/MS spectra. We have evaluated the effect of the number of microscans in shotgun proteomics experiments for maximizing proteome coverage. 16 As expected, increasing the number of microscans resulted in an increase in the scan cycle time and a considerably lower number of acquired MS/MS spectra. A 72% decrease in the number of acquired MS/MS spectra was observed by increasing the number of microscans from one (27139 MS/MS events) to five (7597 MS/ MS events). Consequently, a lower number of identified protein groups was obtained when averaging 5 microscans per MS/MS scan. Employing one microscan resulted in 1052 (±20) protein groups identification, whereas 5 microscans resulted in 584 (±6) identifications. These results suggest that one microscan provides a CID MS/MS spectrum of sufficient quality for peptide and subsequent protein identification.
Number of data-dependent MS/MS Events
The number of data-dependent MS/MS scans can also be defined by the user during a shotgun proteomics experiment. Increasing the number of MS/MS scans will generally allow more precursor ions from the MS scan to be selected for fragmentation but the actual number of MS/MS scans performed also depends on the duration of the scan cycle and on the number of peptide candidates in the MS scan.
It has been shown that the number of MS/MS scans significantly affects proteome coverage. 13, 16 By evaluating the effect of data-dependent MS/MS scans at different AGC target values and different ion injection times for MS/MS (5 × 10 3 /50 ms, 5 × 10 3 /150 ms, and 1 × 10 4 /50 ms) we have shown that 12 to 15 MS/MS outperformed 5 to 10 MS/MS events for all three tested settings. For instance, at an AGC target value of 1 × 10 4 and maximum ion injection time of 50 ms, 5 and 12 MS/MS events resulted in 806 (±47) and 1113 (±12) protein groups identifications, respectively. Similar trends were obtained for the number of identified and unique peptides. Further increasing the number of data-dependent MS/MS scans to 20, did not provide any apparent benefit in the Orbitrap Classic. Therefore, improved proteome coverage can be achieved by increasing the number of MS/MS events to 12 -15. 16 
AGC (Automatic Gain Control) Target Value
The AGC target value refers to the ion population in the linear ion trap or Orbitrap mass analyzer. The idea behind the AGC is to regulate the number of ions in the mass analyzer in order to avoid or minimize space charge effects to improve mass accuracy. It is important to note that the AGC target value and maximum ion injection time are not independent parameters. The MS or MS/MS events are controlled by either the AGC target value or the maximum ion injection time depending on which parameter is reached first. For example, if the AGC target value is set at 1 × 10 4 and the maximum ion injection time at 50 ms but it takes longer than 50 ms to accumulate 1 × 10 4 ions then the MS/MS (or MS) events will be performed with 50 ms regardless of the set AGC target value. If it takes less time (<50 ms ) to accumulate 1 × 10 4 ions then the MS/MS (or MS) events will be performed with the selected AGC target value. Table 2 by increasing the AGC target values the maximum ion injection time also increases since it takes longer to accumulate a higher number of ions.
The effect of AGC target values for MS and MS/MS events on identification rates has been recently evaluated. 16 AGC target values of 5 × 10 5 to 1 × 10 6 for the full MS scan result in very similar identification rates, with 1001 and 1013 protein groups identified at AGC target values of 5 × 10 5 and 1 × 10 6 , respectively. Increasing the AGC target value to 2 × 10 6 and 3 × 10 6 ions results in a lower number of identified peptides, unique peptides and identified protein groups. In addition, at higher AGC target values (≥ 2 × 10 6 ) some mass deviation on precursor ions' mass accuracy is observed due to space charge effects and the percentage of identified MS/MS spectra decreases. 16 For the MS/MS AGC target values comparable results are obtained for 3 × 10 3 − 1 × 10 4 ions resulting in 1035 to 1086 protein groups. Significantly lower identification rates for both peptides and protein groups are observed for ion populations of 5 × 10 4 and 1 × 10 5 . By increasing the AGC target value for MS/MS, the MS/MS scan rates decrease as it takes longer to accumulate a higher ion population resulting in a lower number of acquired MS/ MS. In addition, setting the AGC target value very low at 1 × 10 3 ions also results in lower identification rates, presumably due to the lower quality of MS/MS spectra. This assumption is also supported by the fact that the percentage of identified MS/MS spectra decreases at AGC target values of 1 × 10 3 . 16 Based on these observations it was concluded that an ion population of 5 × 10 5 to 1 × 10 6 for MS scans and an ion population of 3 × 10 3 to 1 × 10 4 for MS/MS events provide optimal results. 16 
Maximum Ion Injection Time for MS/MS events
The maximum ion injection time is the maximum time that ions are allowed to accumulate in the linear ion trap or the C-trap, before being transferred to the Orbitrap, provided that the AGC target value has not been reached first as discussed above. Setting the ion injection time very high (e.g.; > 1000 ms) can result in significantly longer scan cycle times in cases of weak or no signals because in such circumstances the AGC target value is not reached and the MS/MS events will be performed based on the selected maximum ion injection time.
The effect of the maximum ion injection time on proteome coverage has been previously evaluated. 13, 16 In general, it has been shown that lower ion injection times of 50-150 ms are correlated with higher identification rates. For instance, for an MS/MS AGC target value of 8 × 10 3 an ion injection time of 80 ms resulted in more peptide and protein identifications when compared with an ion injection time of 400 ms. 13 For ion population of 5 × 10 3 and 1 × 10 4 , optimal results were obtained in the range of 50-100 and 50-150 ms, respectively. 16 Using an ion population of 5 × 10 3 for MS/MS and an ion injection time of 50 ms, 1049 protein groups and 7913 peptides were identified, versus 1008 proteins groups and 7236 peptides at 500 ms ion injection time. 16 Ion injection times above 100 or 150 ms did not provide any benefit and overall a decrease in identification rates was observed.
It is worth noting that electrospray conditions significantly affect ion injection times, therefore considerable attention should be given in achieving optimized and stable electrospray conditions. Electrospray emitter tips and ESI voltages should be carefully chosen. Under optimized electrospray conditions and sufficient sample concentration the actual MS and MS/MS injection times should be low. As illustrated in Table 2 the actual MS and MS/MS ion injection times are low, except in cases in which the AGC target values are set at high values. Newer generation visualization tools, such as LogViewer 18 (http:// pel.caltech.edu/software/) or RawMeat (http://vastsci.com/rawmeat/), which display ion injection times in addition to several other parameters, can be used to assess whether the MS/MS events were performed based on the AGC target value or the ion injection time and also assist in the optimization process.
It should be noted that in cases in which the MS/MS events are analyzed in the Orbitrap mass analyzer, injection times are considerably higher when compared to those analyzed in the ion trap. This is mainly due to the fact that a higher number of ions are required for detection in the Orbitrap and thus longer ion injection times are needed for accumulation of the desired number of ions.
Additional MS Parameters during DDA Mode
Besides the DDA settings discussed above, there are several other MS and MS/MS parameters commonly used during DDA acquisition. These parameters are briefly discussed below.
The isolation width is the m/z range that the MS detector uses to isolate the precursor ions. Setting the isolation width too narrow will result in loss of sensitivity, and in extreme cases cut out a portion of the ion packets, thus resulting in inaccurate measurements. In contrast, a wide isolation window may result in co-isolation and co-fragmentation of neighboring peptides resulting in unidentifiable or low scoring spectra. The isolation width is usually set at 2 to 4 m/z 10, 14, 15, [19] [20] [21] [22] [23] [24] and it has been suggested that that these typically used values (2 to 4 m/z) are optimal in practice. 25 For shotgun proteomics experiments, the collision energy and activation time for CID are generally set at 35% and 30 ms, 11, 14, 15, [19] [20] [21] 23, [26] [27] [28] [29] [30] respectively. In addition, it has been shown that the collision energy does not significantly affect identification rates. 13 In terms of charge states selected for fragmentation, usually singly charged ions and unassigned charge states are rejected. 10, 13, 20, 21, 23, 27, [29] [30] [31] [32] [33] This is mainly due to the fact that the majority of peptides derived from proteolytic digestions (i.e; trypsin, Lys C, Glu C) are multiply charged following electrospray ionization. Although some proteolytically derived peptides are singly charged these are in general small in size. Given that during database searching a minimum peptide length of 6 or 7 amino acids is required for confident peptide identification these small size peptides will be filtered out and therefore collecting MS/MS spectra on these peptides provides no benefit. In addition, singly charged species are more likely to be contaminant ions and thus provide no useful information. By excluding them from fragmentation, all available time for MS/MS is devoted to multiply charged ions and no analysis time is wasted in collecting uninformative MS/MS scans or MS/MS spectra, which will be filtered during data analysis.
Dynamic exclusion duration is another commonly used MS parameter and it can either be enabled or disabled. If enabled, an exclusion duration value should be determined by the user. Ideally, the dynamic exclusion should be matched to the peak width of the individual peaks in a chromatogram. With dynamic exclusion enabled a precursor ion for which an MS/MS event has been triggered is placed on an exclusion list and will be excluded for repeated MS/MS analysis for a specified time, called exclusion duration. The exclusion list on all Orbitrap mass spectrometers is currently limited to 500 precursor ions. When the dynamic exclusion is disabled, repeated MS/MS scans of the most abundant precursor ions will be generated. In shotgun proteomics experiments the dynamic exclusion is normally enabled to minimize repeated sequencing of peptides and allow for new precursor ions to undergo fragmentation. Commonly used values for dynamic exclusion duration are 60, 90 or 180 sec with one repeat count and 30 sec repeat duration. 3, 10, 11, 15, 19, 21, 25, 27, 34, 35 Muddiman and coworkers evaluated the effect of dynamic exclusion duration by comparing 30 and 180 sec and found that dynamic exclusion duration had a minimal effect on identification rates. 13 Two additional parameters of the dynamic exclusion settings are the exclusion mass width and early expiration. In our laboratory we set the exclusion mass width to 10 or 15 ppm and enable early expiration as these settings, in our hands, result in higher identification rates.
Orbitrap Elite
The hybrid Orbitrap Elite 36 is the latest generation of the Orbitrap mass analyzers family. This instrument features higher resolving power, up to 240,000 at m/z 400, compared to the 100,000 resolving power of the earliest generation. In addition, the Orbitrap Elite offers improved dynamic range and faster scan rates than its predecessors. A detailed description of hardware and software improvements implemented in the Orbitrap Elite can be found in a recent publication. 36 We felt that this tutorial would not be complete without covering and presenting the optimized DDA settings for the hybrid Orbitrap Elite. Therefore, we performed a similar analysis to that performed for the Orbitrap Classic and XL [13] [14] [15] [16] to determine optimized MS and MS/MS settings for the Orbitrap Elite during DDA mode. For direct comparison we used tryptic digest of unfractionated yeast lysate. The parameters examined, with their recommended settings, are summarized in Table 3 .
Several of the optimized settings determined for the Orbitrap Classic and XL are easily transferable to the Orbitrap Elite. For instance, the optimized settings for the AGC target for the MS and MS/MS scans determined for the Orbitrap Elite are identical to those determined for the Orbitrap Classic and XL. The effect of maximum ion injection time on identification rates is shown in Figure 3 . These data clearly demonstrate that the observed trends are similar to those obtained for the Orbitrap Classic. 16 Although, differences in the identification rates are not statistically significant (ANOVA analysis resulted in p-values of 0.55), there is no apparent advantage of increasing the ion injection time, as discussed above. Therefore, we recommend setting the ion injection time at 30 to 100 ms for the MS/ MS scans.
Based on the data obtained on the Orbitrap Classic, 16 for the number of MS/MS scans we examined only 15 and 20 MS/MS events. We have not observed any significant increase in the number of identified peptides or protein groups by increasing the number of MS/MS to 20. The number of identified peptides, unique peptides and protein groups was 14706, 13196 and 2151, respectively, with 15 MS/MS. With 20 MS/MS scans 14008 peptides, 12703 unique peptide and 2111 protein groups were identified in unfractionated yeast samples. It should be pointed out that for more complex samples, such as an unfractionated peptide mixture from human or mouse cell lines, increasing the number of MS/MS to 20 might be advantageous. In fact, in previous reports in which a peptide mixture from a tryptic HeLa digest was analyzed, 20 MS/MS events were selected for CID performed on the LTQOrbitrap Velos 30 and Orbitrap Elite. 36 A major improvement of the Orbitrap Elite is the reduced trap dimension of the Orbitrap mass analyzer leading to a higher field strength. The higher field strength results in an almost twofold increase in resolving power at the same scan time compared to the previous Orbitrap generations. Therefore, the MS scans can be performed at higher resolving power without significantly increasing the cycle times. In addition to achieving better mass accuracy, 4 a higher number of isotope patterns can be detected 36 by acquiring data at higher resolving power. Since the improvement in resolving power constitutes a major difference between the Orbitrap Elite and its predecessors, the effect of MS resolving power on identification rates was reevaluated to assess the optimum value for the Orbitrap Elite. Increasing the MS resolving power from 30,000 to 120,000 results in a concomitant increase in identification rates by 21% for protein groups and by 30% for identified peptides ( Figure  4 ). Further increasing the resolving power to 240,000 causes a decrease in the number of identified peptides and protein groups. The decrease in identification rates observed at 240,000 resolving power can be attributed to the lower number of acquired MS/MS scans (37,369 ± 411 at 240,000 resolution versus 38,950 ± 275 at 120,000 resolution) and to the lower percentage of identified MS/MS spectra (38% ± 0.39 at 240,000 resolution versus 43% ± 0.39 at 120,000 resolution). ANOVA analysis revealed that differences in identification rates were statistically significant as the obtained p-values were 0.00083, 0.00077 and 0.00017 for the number of identified peptides, unique peptides and protein groups, respectively. Therefore, for the Orbitrap Elite a resolving power of 120,000 provides optimum results, whereas for the previous Orbitrap generation instruments optimal results are obtained at a resolving power of 30, 000 or 60,000.
It is worth pointing out that for the analysis of a tryptic HeLa digest on the Orbitrap Elite it was shown that a resolving power of 240,000 resulted in a higher number of isotope clusters being detected and therefore a 240,000 resolution survey scan was selected for subsequent analysis. 36 These observations 36 are in contrast with our observations, in which we determined that a resolving power of 120,000 resulted in higher identification rates. One plausible explanation for this discrepancy could be the different sample employed in the two investigations. The digested HeLa lysate is more complex compared to the yeast lysate we used in our investigations. It is reasonable to assume that the higher resolving power is advantageous for more complex samples as the complexity of the sample will result in an increase in the number of peptides eluting at a given time and therefore in an increase in the number of peptide features (isotope clusters). In addition to different sample complexity, different sample amount and gradient time were used and also MS settings were not identical between the two investigations. These factors might contribute to the different resolving power setting determined as optimum between the two reports.
The Orbitrap Elite features two different CID scan modes, one with rapid scan rate and the other with normal scan rate. As the name implies, the rapid scan mode is faster than the normal scan mode. With the rapid scan mode up to 12.5 MS/MS spectra can be acquired per second. 36 The data obtained by selecting the rapid and normal scan rata is displayed in Table  4A . A higher number of MS/MS spectra are collected with the rapid scan rate, as expected, but this does not translate to significantly higher identification rates. Nevertheless, there is no drawback of selecting the rapid scan mode and, in fact, it might be advantageous for very complex samples as it allows more MS/MS scans to be acquired.
Increasing the number of fragmentation events can also be achieved by enabling the prediction for ion injection time. By enabling this option the Orbitrap MS analyzer skips the data-dependent MS/MS prescan and uses the intensity of the parent ion present in the MS scan to determine the ion injection time for the MS/MS events. Therefore, more MS/MS scans can be triggered across a chromatographic peak. Table 4B displays the data obtained by enabling and disabling this option. Indeed by enabling the ion prediction time, the number of fragmentation events increases by 19 % and a higher number of identified peptides and protein groups is observed compared to the data obtained by disabling this option.
Similar to the results obtained on the Orbitrap XL 13 , we observed that enabling the monoisotopic precursor selection results in higher identification rates on the Orbitrap Elite.
More specifically by enabling this option an increase of 18 % was observed in the number of identified proteins. We also examined the effect of the exclusion mass width. By setting the exclusion mass width to 0.51-1.51 m/z, we observed a decrease of 26% in the number of identified protein groups compared to the results obtained by setting the exclusion mass width to 15 ppm.
Finally, for the Orbitrap Elite, at a resolving power of 120,000, disabling the preview mode for FTMS results in higher number of peptide and protein groups identifications. Therefore, disabling this option is recommended for the Orbitrap Elite.
In Table 5 , the data obtained over three replicate LC-MS/MS analyses performed under the same experimental conditions is summarized. Small run-to-run variations are observed in terms of identification numbers indicating good repeatability. The data-dependent settings used were 1 × 10 6 ion population for the MS scan and ion injection time of 200 ms, 5 × 10 3 ion population for the MS/MS scan and ion injection time of 50 ms. The resolving power was set to 120,000 and the 15 most intense ions (15 MS/MS scans) were selected for fragmentation. The rapid scan mode was selected, the prediction of ion injection time was enabled and the preview mode for the FTMS scan was disabled. Dynamic exclusion was enabled with a repeat count of 1, repeat duration of 50, exclusion list size of 500 and exclusion duration of 90 sec. Exclusion mass width was set to 15 ppm and early expiration was enabled. CID was performed at a normalized collision energy of 35% and the isolation width was set to 2 Da. With these data-depending settings an average of 14,207 (± 1,095) peptides and 2,113 (± 78) protein groups (≥2 peptides) were identified. Figure 5 ). For proteins with more than 10,000 copies per cell 37 , the number of identified proteins is comparable between the two instruments but for proteins with 100-10000 copies per cell 37 the Orbitrap Elite identified 942 more proteins corresponding to a 2.7 fold increase compared to the Orbitrap-Classic ( Figure 6 ). It is also worth pointing out that for the LC-MS/MS analysis on the Orbitrap Classic, 1.2 µg of unfractionated yeast lysate was used versus 0.2 µg for the Orbitrap Elite. Therefore, in addition to the increase in identification rates, an enhanced sensitivity is also achieved by the Orbitrap Elite.
A direct comparison of the Orbitrap Classic and Orbitrap Elite is displayed in Figures 5 and 6. As it is clearly illustrated in these Figures, the Orbitrap Elite outperforms the Orbitrap Classic in terms of identification rates. A two fold increase in the number of identified protein groups and identified peptides is observed with the Orbitrap Elite (

Q Exactive and HCD
The Q Exactive 38 , introduced in 2011, represents another member of the Orbitap mass analyzers family. The Q Exactive features a quadrupole mass filter at the front end and unlike the LTQ-Orbitrap mass analyzers it is not a dual detector instrument (the Orbitrap mass analyzer is the only detector on the Q Exactive configuration) and thus, it does not have CID capabilities. HCD, in which both the precursor and product ions are analyzed in Orbitrap analyzer is, currently, the only available fragmentation technique on the Q Exactive. The quadrupole mass filter allows transfer of specified mass range ions into the Ctrap for accumulation improving sensitivity for MS/MS experiments. In addition, the Q Exactive provides high mass accuracy, low detection limits, resolving power up to 140,000 at m/z 200 (note that this is in contrast to the LTQ-Orbitrap instruments where the resolving power is defined at m/z 400) and allows up to 12 high-resolution MS/MS spectra per second. These features make the Q Exactive a suitable instrument platform for analysis of complex proteomes. [38] [39] [40] The performance of the Q Exactive was evaluated using 5 µg of unfractionated tryptic digests of HeLa cell lysate over a 90 min gradient. 38 HCD was performed at collision energy of 30 eV and at a resolution of 17,500 (at m/z 200). Ten data-dependent MS/MS scans were selected per MS scan. The other MS and MS/MS data-dependent settings used are displayed in Table 7 . On average 12,563 unique peptides and 2,557 protein groups were identified. The total number of identified unique peptides and protein groups over a triplicate analysis were 16,255 and 2,864, respectively. 38 The Q-Exactive was recently coupled with ultra-high pressure liquid chromatography for the analysis of unfractionated Lys-C digested yeast cell lysate. 40 HCD was performed on the 10 most abundant precursor ions with a collision energy of 25 eV, maximum ion injection time of 60 ms and AGC target value of 1 × 10 6 . In order to increase proteome depth a long 4h gradient using a 50 cm analytical LC column and small particle sizes (1.8 µm) was used. Six LC-MS/MS analyses were performed and 4 µg of the unfractionated peptide mixture was loaded per run. An average of 4,084 ± 8 and a total of 4,206 proteins were identified with 4,026 proteins being identified by at least two peptides. These results demonstrated that the Q Exactive with its HCD capabilities is well suited for the analysis of complex peptide mixtures providing high proteome coverage. 40 Furthermore, it has been demonstrated that peptide and protein identification rates on the QExactive are dependent on sample amount, acquisition speed and data quality. 39 These observations are analogous to the results observed for the LTQ-Orbitrap mass analyzers. Two acquisition HCD methods, one optimized for sensitivity (termed sensitive method) and the other optimized for speed (termed "fast" method), were evaluated for the analysis of yeast and HeLa tryptic peptide mixtures. For the sensitive acquisition method the ion injection time was set at 120 ms and the resolution was 35,000, whereas for the fast method the ion injection time was 60 ms and the resolution was set at 17,500. For both methods the AGC target value for MS/MS was set at a very high number (5 × 10 5 ) to ensure that all MS/ MS events were performed at the desired maximum ion injection time. The 12 most abundant precursor ions were selected for fragmentation. All other data-dependent acquisition settings were identical between the two methods ( Table 7 ). The authors reasoned that the fast scanning method would be more suitable for the analysis of complex and abundant peptides, while the sensitive method would be better suited for low-complexity and low abundant samples since the longer ion injection times employed in the sensitive method will result in better quality MS/MS spectra. Indeed, at a low sample concentration (< 125 ng) of a tryptic yeast digest the sensitive method resulted in a higher number of peptide spectra matches and identified peptides, whereas at concentration ≥ 125 ng the fast method outperformed the sensitive method. 39 The fast and sensitive acquisition methods were also evaluated for the analysis of unfractionated tryptic HeLa digests over three different gradient lengths. It was shown that for gradient lengths of 60 and 120 min the fast method resulted in a higher number of identified peptides and protein groups, whereas for a gradient length of 180 min higher identification rates were observed with the sensitive method. More specifically for the 60 min gradient, 2,109 protein groups were identified with the sensitive method and 2,814 with the fast method. For a gradient length of 120 min an average of 3,580 and 3,821 protein groups were identified with the sensitive and fast method, respectively. For the longer 180 min gradient evaluated, the sensitive method resulted in 4,097 protein groups identifications versus 3,905 protein groups identified with the fast method. Based on these observations the authors reemphasized the importance of optimizing acquisition methods based on the amount loaded and analysis time. 39 HCD fragmentation is also available on the LTQ-Orbitrap XL, Velos and Elite. The HCD performance on the LTQ-Orbitrap Velos and Q Exactive has been compared using unfractionated HeLa lysate, 38 yeast lysate 39 and RAW 264.7 lysate 41 as the model systems.
During a 60 min gradient of a 250 ng yeast peptide mixture, the LTQ-Orbitrap Velos identified on average 4,491 unique peptides, whereas 10,784 or 8,572 unique peptides, depending on the sensitive or fast acquisition method used (see discussion above), were identified with the Q Exactive. 39 Similar results were obtained for the analysis of 5 µg HeLa tryptic digests over a 90 min gradient. 38 Ten HCD MS/MS were selected for both instruments and the resolution was set at 17,500 (at m/z 200) on the Q Exactive and at 7,500 (at m/z 400) for the Orbitrap Velos (details on the acquisition settings are depicted on Table  7 ). On average 1,881 and 2,557 proteins were identified on the LTQ-Orbitrap Velos and Q Exactive, respectively. The authors pointed out though, that a detailed comparison between the two instruments requires additional experiments and also that the LTQ-Orbitrap Velos has CID and ETD capabilities, which are not available on the Q Exactive. 38 The performance of HCD between the two instrument platforms was further evaluated for different sample loading amounts (1 to 1000 ng). 41 It was shown that for sample amounts ≥ 10 ng the Q Exactive outperformed the LTQ-Orbitrap Velos. For 1 and 5 ng of RAW 264.7 cell lysate, depending on the HCD acquisition method used on the Q Exactive, identification rates were found to be higher or lower compared to the LTQ-Orbitrap Velos. These observations reemphasize the importance of optimizing acquisition settings. The authors also compared CID on the LTQ-Orbitrap Velos with HCD on the Q Exactive and reported that HCD outperformed CID. 41 Overall, these reports 38, 39, 41 demonstrated that HCD performed on the Q Exactive results in a higher number of identified peptides and proteins compared to HCD performed on the LTQ-Orbitrap Velos highlighting improvements in instrumentation. Identification rates obtained by HCD on the Orbitrap Elite were also reported by analyzing 400 ng of an unfractionated tryptic HeLa digest over a 2h gradient using 15 HCD MS/MS events per MS scan (see Table 8 for additional acquisition settings). 36 HCD resulted in an average of 10,740 unique peptides and 2,073 protein groups. Furthermore a comparison between CID and HCD on the Orbitrap Elite was also performed. The 20 most abundant precursor ions were selected for CID fragmentation and a slightly higher number of identified protein groups, 2,268, was obtained when compared to HCD. The authors pointed out that the peptide identification numbers obtained in CID and HCD performed on the Orbitrap Elite were significantly improved compared to the results obtained on the LTQ-Orbitrap Velos. 36 Tables 6 and 7 summarize MS and MS/MS acquisition settings commonly employed by different groups for CID and HCD analyses performed on LTQ-Orbitrap Classic, LTQOrbitrap XL, LTQ-Orbitrap Velos, Orbitrap Elite and Q Exactive. These values could serve as a starting point when optimizing acquisition settings for proteomics analysis on different Orbitrap mass analyzers platforms.
SAMPLE PREPARATION, LIQUID CHROMATOCRAPHY AND BIOINFORMATICS ANALYSIS
Sample preparation, including protein extraction, protein solubilization/denaturation, reduction/alkylation, proteolytic digestion and sample cleanup prior to LC-MS/MS analysis, is a fundamental step for successful peptide and protein identifications in shotgun proteomics. In fact, the quality of the sample to be analyzed largely influences the data obtained in a proteomics experiment and thus considerable attention should be given during sample preparation. It should be pointed out that there is no single method, which is applicable to all possible samples. Therefore, the sample preparation method should be carefully and experimentally optimized based on the nature of the sample and on the biological question to be addressed. For instance, different sample processing protocols are followed for protein extraction from i.e. cell lysates, tissues, biological fluids, plants and bacteria. In addition, certain protein classes such as membrane proteins and posttranslationally modified proteins require additional steps, such as enrichment procedures and protein solubilization, for successful identification. The importance of optimizing sample preparation has been demonstrated by Winter and Steen, who have carefully optimized the cell lysis, protein precipitation and digestion protocols for the widely used HeLa S3. 42 The authors demonstrated that improved peptide and protein identification rates can be achieved using an optimizing protocol. For instance, by optimizing the digestion protocol the authors were able to obtain a 3.5 and 2.7 fold increase in the number of identified peptides and proteins, respectively. 42 Description on sample preparation strategies based on the nature of the sample and the properties of the target proteins is out of the scope of this tutorial and discussion on these topics can be found in published reports and references therein. [42] [43] [44] [45] [46] [47] [48] [49] [50] [51] [52] [53] [54] [55] [56] [57] [58] [59] [60] In this tutorial, we briefly discuss several steps during sample preparation that are generally applicable to a wide range of proteomics samples. Possible problems and ways to overcome these are also discussed. Regardless of the nature of the sample, an efficient proteolytic digestion producing peptides with high yields, preferentially for the vast majority of proteins present, undoubtedly facilitates and improves protein identification. Many proteases i.e. trypsin, Lys-C, Lys-N, Glu-C, Asp-N, chymotrypsin and pepsin, are available for protein digestion and each enzyme features its own specificity, efficiency and optimum digestion conditions. Missed cleavages, unspecific cleavages and incomplete digestion are factors that need to be considered during the digestion step and database search. Time should be devoted in optimizing digestion conditions such as enzyme to substrate ratio, temperature, reaction time, buffer and pH in order to minimize missed cleavages, unspecific cleavages and incomplete digestion.
Enzymatic missed cleavages are due to incomplete hydrolysis reactions between the substrates and enzymes. The number of missed cleavages will negatively affect peptide identification rates in cases in which mis-cleaved peptides are present but the search was performed with zero missed cleavages. Brownridge and Beynon analyzed mis-cleaved peptides in a trypsin digest of yeast extract and reported that 1,415 ± 88 mis-cleaved peptides were identified over four biological replicates. Of these 51% were N-terminal miscleaved peptides and 32% were C-terminal containing short extensions (up to five amino acids) at the N-terminus and C-terminus respectively. 61 Furthermore, it has been shown that the digestion temperature, reaction time, enzyme to substrate ratio and digestion buffer affect the number of missed cleavages during conventional and microwave-assisted trypsin digestion. 62 To account for the presence of mis-cleaved peptides a maximum of two missed cleavages is commonly allowed in database searches. Incomplete digestion may arise from factors such as limited protein solvation or denaturation, short reaction times, low enzyme concentration, digestion solution pH, and low protein accessibility to the enzyme. 63, 64 It is highly recommended to quantify the amount of the protein to be digested in order to allow determination of the appropriate enzyme amount for protein digestion. Incomplete protein digestion can lead to generation of low abundance peptides which will not be selected for fragmentation during data-dependent acquisition mode or, if selected, will result in low MS/ MS spectra quality. Longer reaction times (> 30 min) under microwave-assisted digestion, 62 addition of organic solvents, surfactants and chaotropes to increase protein solubilization and denaturation, 61, 63 and use of the optimum enzyme pH range during digestion 64 have all been shown to enhance completeness of the digestion. It is important to note that considerable attention should be given to addition of surfactants and chaotropes as these may interfere with LC-MS and therefore need to be removed prior to LC-MS analysis (see discussion below).
Unspecific cleavages refer to peptides, whose termini do not contain the expected amino acid derived from specific protease cleavage. These may arise from protease impurities, contamination with other proteases and nonspecific proteolysis during sample preparation. 65 In addition, incubation time, digestion buffers, digestion temperature, 65 and enzyme to protein ratio, 66 have also been shown to affect enzyme specificity. Recently, the specificity of Glu-C, chymotrypsin and CNBr digestion was assessed by Pevzner and coworkers using Shewanella oneidensis as the model system and the frequency of unspecific cleavages was reported and evaluated. 67 The proteolytic cleavage specificity of Lys-C and Lys-N was also examined by digesting HEK293 cell lysates under optimized digestion conditions. 68 The authors reported 90% enzyme specificity for Lys-C and 72% for Lys-N. 68 Trypsin has gained popularity in proteomics not only due to its high specificity but also due to the generation of suitable size peptides (10-15 amino acids residues long) for MS analysis, and the fact that tryptically digested peptides produce doubly charged precursor ions, which fragment efficiently in CID. 61, 64, 69 Several protocols have been developed to improve and enhance trypsin digestion using the addition of denaturation and solubilization agents, high hydrostatic pressure, immobilized enzymes, infrared irradiation and microwave irradiation. 63, 64, [70] [71] [72] [73] [74] [75] [76] [77] [78] [79] [80] [81] In addition, the cleavage specificity, efficiency and reproducibility of several different types of commercially available trypsin were evaluated. 82 The authors concluded that the sequencing grade modified trypsin from Promega provided optimal results. 82 Double digestion, Lys-C digestion followed by trypsin digestion, is very common in proteomics especially in cases in which high concentration of urea ∼8 M is used for proteins denaturation. Trypsin has a reduced activity at 8 M urea, whereas Lys-C retains its activity at 8 M urea. Before trypsin addition, urea concentration is diluted to 2 M. This treatment generally results in good sequence coverage with limited missed cleavages.
In addition to urea, SDS is also widely used for protein denaturation and solubilization. An acid labile detergent, RapiGest SF, 83 is also gaining popularity in proteomics sample preparation as it can be easily removed from the sample and it is compatible with proteolytic enzymes. An increase in protein identifications has been reported in the presence of RapiGest SF versus other commonly employed detergents. 42, 63 Additionally, the performance of three commercially available MS compatible surfactants (Invitrosol, PPS silent surfactant and RapiGest SF) was evaluated in both aqueous and organic-aqueous digestion solutions. 84 Identification rates and proteome sequence coverage can be improved by the use of multiple proteases with varying specificity, as it was illustrated for the yeast proteome 85 and plasma. 86 Further increase in proteome coverage can be obtained by sample fractionation followed by a second dimension separation achieved by LC-MS/MS analysis of each individual fraction. Pre-fractionation reduces sample complexity and consequently decreases undersampling during LC-MS/MS analysis as fewer analytes are simultaneously introduced into the mass spectrometer. 87 Pre-fractionation techniques should preferentially be orthogonal to reversed phase chromatography as the latter is usually employed for on-line LC separation. Several chromatographic and electrophoretic approaches are used for sample pre-fractionation, [87] [88] [89] such as SDS page, strong cation exchange, strong anion exchange, hydrophilic interaction, and isoelectric focusing, The performance of different prefractionation techniques in terms of proteome coverage and reproducibility has been previously evaluated for a wide range of samples. 19, [90] [91] [92] [93] [94] It is important to note that the effectiveness of the fractionation technique will be largely dependent on the nature of the sample. Furthermore, it should be pointed out that pre-fractionation reduces sample throughput, but at the same time improved proteome coverage is achieved.
Sample cleanup is another factor that needs to be considered for obtaining high quality proteomics data. Salts, buffers and detergent contaminants, such as Tris•HCl, NaCl, urea and sodium dodecyl sulfate (SDS) interfere with the LC-MS/MS analysis, causing column clogging, decreasing quality of MS and MS/MS spectra, reducing ESI sensitivity due to ion suppression, and therefore avoidance and/or removal prior to analysis is a prerequisite for a successful experimental outcome. 95 A protocol that allows fast cleanup of samples containing salts, detergents and buffers has been developed. 96, 97 This protocol utilizes spin filter devices for digestion to allow resuspension of proteins in buffers compatible with digestion and removal of detergents or salts prior to MS analysis. 96, 97 In agreement with these reports we also observed that digestion utilizing spin filter resulted in higher identification rates compared to conventional in-solution digestion. Recently, Bereman et.al. introduced the use of self-packed spin columns to effectively remove SDS from complex proteomics samples (Saccharomyces cerevisiae, Caenorhabditis elegans lysate and HEK293T cells), prior to LC-MS/MS analysis. 98 Efficient removal of a wide range of commonly used detergents in proteomic, including SDS, CHAPS, lauryl maltoside, octyl and glucoside, was demonstrated for a commercially available spin column. 99 Alternatively, offline LC purification can be used for sample cleanup, allowing for independent UV quantification of the sample. 95 Further discussion on methodologies and strategies for sample preparation in proteomics as well as advantages and disadvantages associated with these methods can be found in previously published reports. 51, 64, 69, 76 In addition, available digestion techniques as well as recent developments to accelerate the digestion step have been very recently reviewed and discussed in details by Switzar et.al. 54 Approaches specifically designed for certain protein classes, which are difficult to analyze with conventional digestion approached, were also presented. 54 In addition to the MS data acquisition and sample preparation, LC performance is also important in proteomics analysis. The performance of the LC system can be affected by the column material, improper fluidic connections, leakages or blockages in the system, flow rate, 10 elution gradient and length, 10 sample loading amount, 9,10 sample loading conditions 11 and sample carryover. 100 Optimization and evaluation of several of these parameters have been previously performed. [9] [10] [11] 100 It has been demonstrated that sample loading amount affects the identification rates 9, 10 and that the optimal gradient length depends on the amount of sample loaded. 10 In addition it was shown that sample loading conditions can affect identification rates depending on the column packing material used for the analysis. 11 Optimal flow rates and elution gradient also lead to higher identification rates. 10 In agreement with these observations we also observed an increase in identifications by optimizing the LC-gradient, column material and sample loading amount.
Given the very large amount of data generated in MS-based proteomics experiments, peptide and protein identification is almost exclusively performed through automated database searching. Several database search algorithms, including Mascot, 101 X!Tandem, 102 OMSSA, 103 Sequest, 104 Andromeda, 105 and ROCCIT (roccit.caltech.edu) are available for translating MS/MS spectra into peptides sequences. In our laboratory, due to its advanced signaling processing capabilities for Thermo raw files, we generally use MaxQuant for quantitative bottom-up data analysis.
The general principle of most search engines is the selection of candidate peptides from the sequence database whose theoretical masses match the experimental masses determined from the MS spectra. For each candidate peptide a theoretical MS/MS spectrum is created and compared to the experimental MS/MS spectrum to calculate a similarity score between the two spectra and the top scoring peptide is reported. [106] [107] [108] [109] [110] Due to the widespread use and critical role of database search algorithms in proteomics, several reports have focused on systematic evaluation and comparison of frequently used search engines, 106,111 performance of search algorithms under different mass tolerance settings, 107 and description of the rationale and basic concepts used by database search tools. 108, 112, 113 In addition, considerations and recommendations regarding the search parameters, search strategy, protein sequence database used, chosen search engine, 108, 113, 114 and data interpretation 115 have been reviewed.
A major challenge of automated database searching is to ensure high confidence peptide and protein identifications since the top scoring peptide assigned by the search engines does not always represent the correct identification. [107] [108] [109] [110] [111] [116] [117] [118] A widely used method to assess the confidence in the set of peptide identifications for large-scale data sets is the use of false discovery rate. False discovery rate (FDR) is an estimation of the number of incorrect identifications among all accepted assignments and allows data filtering by selecting a desired FDR cutoff. A commonly used strategy for evaluating FDRs is the target decoy approach. 119 The use and compatibility of target decoy approach with several popular database search tools has been recently discussed and reevaluated by Pevzner and coworkers. 120 
CONCLUSIONS
In this tutorial we have described and discussed important MS and MS/MS settings widely employed during DDA mode on LTQ-Orbitrap mass analyzers. We presented recommended values for these data-dependent settings determined by systematic investigation and evaluation. [13] [14] [15] [16] Data from the Orbitrap Classic, XL, and the newly introduced Orbitrap Elite was presented. While several settings are easily transferable to the Orbitrap Elite from the previous generation Orbitrap mass analyzers, others needed to be reexamined and reevaluated. Discussion on the Q Exactive and HCD was also given. In addition, sample preparation, LC optimization and bioinformatics analysis, which are also vital for a successful proteomics experiment, were also discussed. The discussion presented here, strongly suggests that by optimizing sample preparation, MS and LC instruments performance and bioinformatics analysis, significantly improved analysis of complex proteomic samples can be achieved. We hope that this tutorial will provide useful insights into understanding and optimizing important variables for shotgun proteomics experiments. Suggested optimized MS and MS/MS parameters for the LTQ-Orbitrap. Values were determined on the LTQ-Orbitrap Classic and XL and are taken from references [13] , [15] and [16] . Mass resolving power of the Orbitrap mass spectrometers is not steady across the m/z scan range and decreases as the square root of the m/z ratio. Data from Orbitrap Classic at a set mass resolving power of 60,000 (A) and Orbitrap Elite at a set mass resolving power of 120,000 (B). Effect of MS resolving power on identification rates observed for the Orbitrap Elite. Identified proteins as a function of their cellular expression levels observed on the LTQOrbitrap Classic and Orbitrap-Elite using the Saccharomyces cerevisiae proteome as the model system. Protein cellular expression levels were obtained from reference [37] . The number of identified proteins displayed in the Figure is a sum over two replicate analyses. Table 1 Summary of MS and MS/MS parameters discussed and values tested for each parameter with their associated references.
MS parameter Values/Settings Examined Reference
Resolving power 7 500, 15 000, 30 000, 60 000, 100 000 [15] Monoisotopic precursor selection Enabled/Disabled [13] Preview mode for FTMS master scan Enabled/Disabled [16] Minimum signal threshold for MS/MS 1 × 10 1 , 1 × 10 2 , 1 × 10 3 , 1 × 10 4 , 1 × 10 5 , 1 × 10 6 , 1 × 10 7 [14] Number of microscans 1, 2, 3 [16] Number of data dependent MS/MS 3, 5, 7, 8, 10, 12, 15, 20 [13, 16] Automatic gain control (AGC) target value for MS 5 × 10 Maximum ion injection time for MS/MS 50, 80, 100, 150, 200, 250, 400, 500 (ms) [13, 16] Normalized collision energy 28% and 35% [13] Dynamic exclusion duration 30 sec and 180 sec [13] Set and actual ion injection time for different (A) MS and (B) MS/MS AGC target values. Table 4 Data obtained on the Orbitrap Elite by selecting rapid and normal CID scan mode (A) and by enabling/disabling the prediction of ion injection time (B). Table 6 MS and MS/MS settings employed during CID analysis on different Orbitrap mass analyzers.
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